We have previously identified 8 SNPs in Han Chinese HBV carriers that are associated with disease progression. Although not well studied, genetic factors may also play a significant role in developing chronic HBV disease after exposure. We extend the effect of these eight SNPs on persistent HBV infection in this study. A total of 875 unrelated Han Chinese, 493 chronic hepatitis B subjects (CHB) and 382 HBV clearance individuals (Clear), were recruited from Hubei Province from September 2007 to March 2010. SNPs were verified by using TaqMan 7900HT Sequence Detection System. By using multiple logistic regression analysis, each of the 8 SNP associations was tested using 3 different genetic models (Dominant, Recessive and Additive model), in 4 types of analyses (full sample, men, women, age stratified). A Bonferroni correction was used to account for multiple statistical tests for each SNP association (P<0.05/8 = 0.0063). A significant correlation was observed at SNP rs10485138 located in ASCC3 gene in female patients (OR, 0.445; 95% CI,; P = 0.005). Females bearing C allele infected by HBV had an increased susceptibility to CHB compared with those T allele carriers. Our results indicated that SNP rs10485138 located in ASCC3 gene was associated with persistent HBV infection in Han Chinese.
Introduction
Hepatitis B virus (HBV) infection is a global health issue, with approximately2 billion people exposed to HBV and 350 million of them suffering from persistent HBV infection [1] . The prevalence of HBV infection vary greatly worldwide, with a relative low-incidence in western countries [2, 3] and endemic in Asian and most of Africa countries. The incidence rate of HBV infection in China is 7.18% [4] , causing high mortality and societal burden. The clinical outcome of HBV infection varies from spontaneous recovery to persistent infection. Approximately 80-90% of infants who infected HBV from their mothers would develop chronic hepatitis B. While more than 95% of HBV infection acquired in adulthood is resolved within 6 months with or without clinical symptoms, and less than 5% develop persistent infection [5] . HBV is not directly cause hepatic injury. After HBV infection, hepatic injury is thought to be due to immune responses of the host, which depends on an intricate interplay of host factors (such as age, gender, immune status), viral and environmental factors. The mechanisms underlying the different clinical outcomes of HBV infection are not fully understood. Researches about twins, family-clustering ofHBV infection and ethical studies of HBV infection indicate that host genetic background play an important role in HBV infection [6] [7] [8] [9] . Host genetic factors, especially single nucleotide polymorphisms (SNPs), is regarded to be one of the determinants for this clinical heterogeneity. A number of polymorphisms in candidate genes, For example CXCL10 [10] , CD24 [11] , IFNAR1 [12] Furin [13] have been validated for associations with HBV persistence. A Genome wide association studies (GWAS) using large samples identified that HLA-DPA1 and DPB1 were associated with persistent HBV infection in Japanese population [14] .
Eight SNPs were previously identified to be associated with HBV progression in a GenomeWide Association Study (GWAS) with DNA pooling carried out by ourself in 2011 (GSE26034). Four pools and twelve chips (each pool was replicated in triplicate) were performed using Affymetrix Genome-Wide Human Mapping SNP6.0 Arrays. This study included four groups: case A was acute liver failure group, case B was liver cirrhosis group, case C was hepatocellular carcinoma group\, and control was asymptomatic carrier group. One group corresponds to one pool. Raw probe intensity data (CEL files) were used to calculate relative allele signal (RAS) scores and to estimate allele frequencies. The silhouette method was used to analyze the results of DNA pooling. Eight SNPs (rs11866328, rs10845858, rs1041236, rs2013562, rs786100, rs12206945, rs10485138, rs6909880) that were top predictors in the DNA pooling screening stage (Silhouette method exceeding 0.8) were selected. Rs11866328 is an intronic SNP in GRIN2A gene at chromosome 16. GRIN2A gene is associated with Parkinson disease [15] and speech dysfunction [16] . Rs10845858 is an intronic SNP in GRIN2B gene at chromosome 12. GRIN2B gene is associated with schizophrenia [17] . Rs1041236 is an intronic SNP in GPA33 gene at chromosome 1. GPA33 gene is expressed primarily in the normal intestine and in >95% of colon tumors but not by other normal tissues [18] [19] [20] , and is a therapeutic target in colon cancer immunotherapy [21, 22] . Rs2013562 is an intronic SNP in UGT2B4 gene at chromosome 4, a gene is associated with breast cancer [23] . Rs786100 is an intronic SNP in BNC2 gene at chromosome 9, BNC2 gene is associated with ovarian cancer [24] . Rs12206945, rs10485138 and rs6909880 are intronic SNPs in ASCC3 gene at chromosome 6. ASCC3 gene is associated with DNA repair and cell proliferation [25] . They were evaluated by using 854 asymptomatic HBV carriers (AsC) versus 1944 progressed HBV carriers (including liver cirrhosis, hepatocellular carcinoma and acute liver failure) in the Han Chinese population [26] . We performed a PubMed search and had not found a relevant report about these eight SNPs and its corresponding six genes with HBV persistence. In this study, we sought to extend correlations between these 8 SNPs and CHB in Han Chinese population.
Patients and Methods

Ethic statement
The study was approved by the local research ethics committee (REC) at the Tongji Hospital of Huazhong University of Science and Technology (China) in accordance with the principle of the Helsinki Declaration II. All written informed consent documents from each participant were obtained during the enrollment phase.
Patients
A total of 875 unrelated Han Chinese were recruited from Hubei Province (Wuhan Tongji Hospital, Wuhan Union Hospital and Traditional Chinese Medicine Hospital of Hubei Province) from September 2007 to March 2010. A uniform questionnaire was used at enrollment including gender, age, self-report of HBV transmission, family history of HBV infection, alcohol consumption et al. The demographic information included birth-date, birthplace, past and current residency. This case-control study was composed of two subgroups: 382 HBV patients who cleared their infection spontaneously (Clear) and 493 chronic hepatitis B patients (CHB). The recruitment criteria were listed in S1 Table. Clear patients were at least 35 years old at enrollment to avoid potential confounding by HBV vaccination that became available since 1981; infant vaccination was introduced in 1992 [27] .
DNA Isolation and SNP Genotyping
Genomic DNA was isolated from peripheral whole blood using TIANamp blood DNA kit (Tiangen Biotech [Beijing] Co., Ltd., China). The concentration and purity of the DNA were determined with a NanoDrop spectrophotometer and diluted to a final concentration of 8 ng/μL. Characteristics of 8 SNPs were shown in Table 1 . The genotyping of genetic polymorphisms was performed via the TaqMan method according to the protocol of TaqMan SNP Genotyping Assays (AppliedBiosystems, California, USA). The TaqMan 7900HT Sequence Detection System (Applied Biosystems, Foster City, CA) was used for genotyping according to the manufacturer's instructions. Each assay was carried out in a 5-μL reaction system consisting of TaqMan universal polymerase chain reaction master mix (2.5μL, Applied Biosystems), SNP genotyping assay (20X 0.25μL), genomic DNA (1.25μL 8ng/μL) and DNase-free, sterilefiltered water (1.0μL) in MicroAmp Optical 384-Well Reaction Plate with Barcode (4309849 Applied Biosystems, California, USA). The SNP genotyping assay included forward and reverse primers, and 6-carboxyfluorescein (FAM)-and 4,7,2¢-trichloro-7¢-phenyl-6-carboxyfluorescein (VIC)-labeled probes (ABI Assay on Demand, S2 Table) . The program was heating to 95°C for 10 minutes followed by 45 cycles of 92°C for 15 seconds and 60°C for 1 minute. Allelic category was measured automatically using the Sequence Detection System 2.3 software (Applied Biosystems) according to the intensity of VIC and FAM dye. To validate the TaqMan assay, we analyzed 43 (5%) randomly selected samples by both direct sequencing (Invitrogen, Shanghai, China) and Taq-Man assay. The concordance rate of these two methods was 100%, indicating that the TaqMan assay was reliable. 
Results
Hardy-Weinberg equilibrium test
Significant difference was not found between observed and expected frequencies of each genotype in involved populations (P 0.05 Results were listed in S3 Table) . This indicated that these participants had a relatively stable genetic background and were suitable for further genetic statistical analysis.
Clinic and demographic characteristics
The clinical and demographic characteristics of this study were summarized in Table 2 , including gender, age, drinkers, family history of HBV infection, serum markers of hepatitis B virus, serum level of HBV-DNA load, alanine transaminase (ALT) and aspartate aminotransferase (AST). "Drinker" was defined as alcohol consumption of >40 g/wk for men and >20 g/wk for women [10] . Although an effort was made to obtain a good match on gender and age between Clear and CHB, there were more men in CHB (P < 0.001) and subjects in CHB were much younger (P < 0.001) in our hospital-based case-control study. There was no significant 
Logistic regression analysis of the polymorphisms
Multiple logistic regressions with adjustment for sex and age was used to determine SNPs' effects on CHB in comparison with Clear. Each of the 8 SNP associations was tested using 3 different genetic models (Dominant model, Recessive model and Additive model), in 4 types of analyses (full sample, men only, women only, age stratified). Genotype-based additive model and recessive model, and an allele-based model were shown. The best-fit effect of these eight SNPs was observed in the allele model in women only. Associations in full sample were listed in Table 3 , and no differences of variants in genotype distributions or allele frequencies were detected. Analysis in men only was summarized in Table 4 and associations in genotype or allele distributions were not found. Correlation in women was displayed in Table 5 . A significant correlation was observed at rs10485138 located in ASCC3 gene in allele frequencies. Females bearing C allele infected by HBV had an increased susceptibility to CHB compared with those T allele carriers (OR, 0.445; 95% CI, 0.253-0.784; P = 0.005). A slight difference was observed at SNP rs1041236 located in GPA33 gene in genotype distribution at p <0.05. Females carrying TT homozygote had higher susceptible to CHB compared with CC carriers under the additive model (OR, 0.099; 95% CI, 0.010-0.968; P = 0.047). The significance do not survived after Bonferroni correction. To decrease age distinction, an analysis for patients equal or over 35 years was performed, and no significant difference was found (Table 6 ). Three SNPs (rs12206945, rs10485138 and rs10485138) were all located in ASCC3 gene in Chr 6. Though these three SNPs had no significant associations with CHB, we further constructed the linkage disequilibrium (LD) using HaploView 4.2 software using frequencies obtained from the Clear group (n = 382). Strong LD was not detected between these three SNPs (D' < 0.25, and r 2 <0.01 Fig 1) . We further calculated association between SNP rs10485138 and HBeAg status in CHB group. Logistic regression under 3 different genetic models (Dominant model, Recessive model and Additive model) was used. Compared with HBeAg negative patients, no significance was found (results were listed in Table 7 ). 
Discussion
In this study, we performed a hospital-based case-control study to find susceptible SNPs to HBV persistence in Han Chinese population, including 382 Clears and 493 CHB. Eight SNPs, which were top predictors of HBV progression in our previous GWAS, were genotyped by using TaqMan method. SNP rs10485138 located in ASCC3 gene had significant associations with CHB only in female patients. It is the first report about correlation between ASCC3 gene and persistent HBV infection. Xu et al [28] examined Han Chinese population substructures in a diverse set of over 1700 Han Chinese samples collected from 26 administrative regions of China. Results showed that Han Chinese population is intricately substructured, with the main observed clusters corresponding roughly to northern Han (northern of Yangtze River), central Han (Shanghai, Jiangsu and Anhui province), and southern Han (southern of Yangtze River). All our participants were inquired birthplace, past and current residency at enrolment. They were all born from Hubei province (southern of Yangtze River), and were permanent resident. So we conclude that participants had relatively stable genetic backgrounds.
It is well documented that men are more easily to be infected with HBV than women [29] . Prevalence of HBsAg is significantly higher for males (8.6%) than females (5.7%) in China [27] . Reasons for gender discrepancy are complex. Some reports displayed that sex hormones might interact with HBV infection process and lead to a sex disparity. Wang et al. evaluated sex disparity of HBV infection by using HBV transgenic mice and cell culture system, and found ligand-stimulated androgen receptor could increase transcription of HBV RNAs through its transcription activation domain [30] . Wang et al. also found estrogen can repress transcription of HBV genes by up-regulating estrogen receptor-α, which interacts with and alters binding of hepatocyte nuclear factor-4α to the HBV enhancer I by using transgenic mice and HepG2 cells. [31] . There were more men than women in our CHB group than Clear group. To decrease bias of gender on effect estimates, we conducted the stratified analysis for sex. For SNP rs10485138 located in ASCC3 gene, a notable association was found in allele analysis for females. The proportions of the T and C allele were 31% and 69% respectively in CHB group, which were significantly different from those in Clear group (22% and 78% respectively). For SNP rs10485138, associations in genotype distributions for females and analysis for males and full sample were not observed. Hence, we only concluded that genetic variant rs10845858 in ASCC3 gene might slightly affect HBV persistence in Han Chinese females. The small sample for female HBV patients in this study might be the major reason for this weak association in female Chinese. More female samples and subjects from multiple areas are needed to verify the ASCC3 and GPA33 Gene Polymorphisms and CHB association in future. SNP rs10485138 was selected from a GWAS for HBV progression, which was performed by using DNA pools. Each pool was constructed by tens of participants. Specific information of each participant could not be obtained. So genotype frequencies of each SNP for males and females separately in the original GWAS study were not distinct. Genetic predisposition of SNP rs10485138 for other viruses or diseases was not found in PubMed database. So reasons why there is a difference between male and female for HBV infection need to be further studied. Most HBV carriers are considered to be infected through maternal transmission in the neonatal period or infancy in high prevalent areas particularly in China [32] [33] [34] . The likelihood of developing CHB depends on age at the time of infection: 80-90% of infants infected during the first year of life and 30-50% of those aged under 5 years and less than 5% of healthy adults [5] . A relation about age and acute hepatitis B virus infection by McMnhon et al found that the risk of becoming a HBV carrier was inversing related to age of the patient at the time of infection [35] . In CHB group, minimum age was 16 and 79 patients were less than 35, while in Clear group, all subjects were 35 years or older to ensure spontaneously recovered from HBV infection. To decrease bias of age on effect estimates, a stratified analysis for age was performed. As a viral factor, hepatitis B e antigen (HBeAg) status was an important factor that associated with chronic HBV infection. A report about HBeAg and vertical transmission found that approximately 90% of HBeAg-seropositive mothers (with high viral load) transmit hepatitis B virus to their offspring compared with 10-20% of HBeAg-seronegative carrier mothers [36] . In this analysis, ninety-five CHB patients were HBeAg positive status. SNP rs10485138 had modest susceptibility with persistent HBV infection in females. We further calculated association between SNP rs10485138 and HBeAg status in CHB group. Significant association was not found. This phenomenon might be in accordance with viewpoint that genetic background and viral factor were two independent factors affecting persistent HBV infection.
HBV is a hepadnavirus, which has a strong preference for infecting liver cells. The main feature of the hepadnavirus replication cycle is the replication of the DNA genome by reverse transcription of an RNA intermediate. In the cycle, HBV genomes are repaired to form a covalently closed circular DNA (cccDNA), which is the template for viral messenger RNA (mRNA) transcription. HBV replication cycle is not directly cytotoxic to cells. After infection HBV, host immune responses to viral antigens are the principal determinants of hepatocellular injury. Tcell responses, especially the responses of cytotoxic T lymphocytes, play a central role in viral clearance. Reports about ASCC3 gene display that ASCC3 gene encodes a 3 0 -5 0 DNA helicase ASCC3 and GPA33 Gene Polymorphisms and CHB [25] , involved in DNA repair, cell proliferation [25] and functioned as a negative regulator of host defense response [37] . We suppose that ASCC3 gene might take part in HBV replication, clear or host immune responses to viral antigens. Further functional studies are required to establish the role of ASCC3 gene in pathogenesis of persistent HBV infection. 
